application as originally filed. No new matter is believed to have been introduced by the 
submission of the Sequence Listing and the corresponding computer-readable Sequence 

Listing. 

Applicants submit that the present application is ready for examination on the merits. 

Early notice to this effect is earnestly solicited. 

Respectfully submitted, 

OBLON, SPIVAK, McCLELLAND, 
MAIER & NEUSTADT, P.C. 




Norman F. Obion 
Attorney of Record 
Registration No. 24,6 1 8 

Daniel J. Pereira, Ph.D. 
Registration No. 45,5 1 8 
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Docket No.: MK&M1I&20 — 

Serial No.: IW/824.735 

Amendment Filed: 0«n7/»l 



IN THF ePgr»Fir ATION 

Page 1, lines 8-9, please replace the paragraph with the following paragraph: 
-This application claims benefit to U.S. provisional application No 60/!94,649, filed 
on April 04, [20011 2002, and incorporated herein by reference in its entirety- 
Page 6, lines 1-6, please replace the paragraph with the following paragraph: 
-Fig. 2: SOS2 encodes a putative serine/threonine protein kinase. (A) Diagrammatic 
representation of SOS2 structure. (B) SOS2 cDNA sequence (SSOmMm and the 
conceptual transition product iSSOSSmm of to km** ORF (GenBank accession 
number AF 237670). Underlined is a stop codon (TAA) at -6 to -4 mat precedes the ATG in- 
frame. Numbers I-XI indicate kinase subdomains as defined by Hanks et al. (25), with 
invariant and nearly invariant amino acid residues highlighted in black and gray, 
respectively.-- 

Page 6, lines 7-13, please replace the paragraph with the following paragraph: 
-Fig. 3: Amino acid alignments. (A) Alignment of putative kinase catalytic domain 
of SOS2 with Saccharomyces cerevisiae SNFl_SF.O i p NOA (23) and human AMPK 
kinases^EOiDlKM (24). Am.no acid residues identical in at least two proteins are 
highlighted in black and conservative substitutions in gray. Mutations that abolish SOS2 
autophosphorylation (see Fig. 4) are indicated; first • is K40N,m and second is * G197E, 
which corresponds to the sos2-5 allele. (B) Alignment of the C-terminal portion of SOS2 
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human CHK1 (hCHKl^EQJQMttfi) k™ ses P 7 )'" 

Pag e ,3, prenumbered lines «4, p,ease repiace the paraph with the 

paragraph: 

.. Pr „ t e,„ Expression. To produce bacteria,* expressed recombinant protems, the 
cod,n g re g ion otSOSl, SOS2(K40N), and SOS 2 (G197E) cDNAs were amplified by PCR 

m u,a g e„esis. For g iutathione S-transferase (GST)-SOS2(K40N), primer parrs 5"- 
GCGGATCCATGACAAAGAAAATGAGAAGAGTGGGC (SEQi^ and 5'- 
ATTGTACTCTTAGCCATAATGTTGATGGCT (SEOiMO^ -re used for the first 
PCR and S'-GCGAATTCTTAAGTTGGGATCAAAACGTGATTGTTCTG (SEQJTXMQlSi 
and^-GTGATAATGTAGCCATCAACATTATGGCTASEOim^wereusedforthe 

second PCR. For the mutant protein GST-SOS2 (G197E), primer pairs 5'- 
GCGGATCCATGACAAAGAAAATGAGAAGAGTGGGC CSEOMi and 5'- 
ATATAACGAAAAGAATAACCTCGCAAGACC SEalM^ were used for the first 
reaction and S'-GCTGATATTTGGTCTTGCGAGGTTATTCTT (SEOJT2iKiini and 5'- 
GCGAATTCTTAAGTTGGGATCAAAACGTGATTGTTCTG (SEQJIiMQiH) were used 

for the second reaction. Tbe final amplification was done with 5'- 
GCGGATCCATGACAAAGAAAATGAGAAGAGTGGGC (SEOIUHQ^ and 5, 

GCGAATTCTTAAGTTGGGATCAAAACGTGATTGTTCTG (SEQ_fJXHQli^i 

-6- 



W ith 0.5 mM isopropyl P -D-thioga,act„side, and recombinant proteins were affinity-purified 
from bacterial lysates with g.utathione-Sepharose beads (Amersham Pharmacia).- 
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